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Previous studies in Saccharomyces cerevisiae have demonstrated that cryptic promoters within coding regions activate
transcription in particular mutants. We have performed a comprehensive analysis of cryptic transcription in order to
identify factors that normally repress cryptic promoters, to determine the amount of cryptic transcription genome-
wide, and to study the potential for expression of genetic information by cryptic transcription. Our results show that a
large number of factors that control chromatin structure and transcription are required to repress cryptic transcription
from at least 1,000 locations across the S. cerevisiae genome. Two results suggest that some cryptic transcripts are
translated. First, as expected, many cryptic transcripts contain an ATG and an open reading frame of at least 100
codons. Second, several cryptic transcripts are translated into proteins. Furthermore, a subset of cryptic transcripts
tested is transiently induced in wild-type cells following a nutritional shift, suggesting a possible physiological role in
response to a change in growth conditions. Taken together, our results demonstrate that, during normal growth, the
global integrity of gene expression is maintained by a wide range of factors and suggest that, under altered genetic or
physiological conditions, the expression of alternative genetic information may occur.
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Introduction
Several recent studies have demonstrated that transcrip-
tion occurs across large eukaryotic genomes in a much more
widespread and complex pattern than previously imagined.
The recent ﬁndings of the ENCODE project, which analyzed
transcription of 1% of the human genome [1], demonstrated
the use of multiple transcription start sites and transcription
across most sequences, including intergenic regions (reviewed
in [2]). Many other recent studies have also identiﬁed
extensive transcription across human sequences, including
antisense transcription (reviewed in [3–5]). Similarly, in
Drosophila melanogaster, recent studies estimate that 85% of
the genome is transcribed, with extensive intergenic tran-
scription and multiple transcription start sites [6]. Although
the function of most of this pervasive transcription is
currently not understood, there is evidence that a signiﬁcant
amount of it is regulated, raising the possibility that it is
required for previously unknown modes of regulation or that
it allows the expression of previously undetected genetic
information [3–5]. Strong precedents exist for regulatory
roles for intergenic transcription (for example, [7,8]; see [4,9]
for recent reviews).
In Saccharomyces cerevisiae, similar to larger eukaryotes,
several recent genome-wide studies have demonstrated wide-
spread transcription across coding and noncoding regions
[10–15]. In a small number of cases in S. cerevisiae, intergenic
transcription [16–18], antisense transcription [19,20], and
initiation within coding regions [21,22] have been shown to
play biological roles. In addition to transcriptional events
that occur in wild-type strains, other studies have revealed
that transcription initiation can be activated from within
coding regions in particular mutants [23,24]. Such initiation
was originally observed in strains containing mutations in
SPT6 and SPT16, which encode conserved, essential tran-
scription factors believed to be involved in nucleosome
disassembly and assembly [23–27]. In an spt6 mutant, the use
of a transcription start site within the FLO8 gene was shown
to be dependent upon a consensus TATA element within the
FLO8 coding sequence, suggesting the existence of a cryptic
promoter within FLO8 that is normally repressed in a wild-
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Evidence suggested that in spt6 mutants, the failure to
reassemble nucleosomes in the wake of elongating RNA
polymerase II (RNAPII) allowed transcription initiation
factors to bind to and activate cryptic promoters [23].
Several transcription factors are required to repress
cryptic promoters in S. cerevisiae. An early study revealed that
several different mutants allow cryptic initiation [23]. Sub-
sequent analysis has suggested that the level of histone
modiﬁcations in coding regions, as regulated by the Set2
histone methyltransferase and the Rpd3S histone deacetylase
complex, also controls cryptic initiation [28–30] and that
set2D mutations allow cryptic initiation in a large set of genes
[31]. Additional work has identiﬁed other mutants that allow
cryptic initiation, including asf1 and ctk1, [32,33], as well as
particular combinations of double mutants, revealing roles
for other elongation factors, including the Paf1 complex,
Bur1-Bur2, the HIR complex, Spt2, and Elf1 [34–36]. These
studies suggest that the repression of cryptic promoters
requires a variety of factors that play roles in transcription
elongation and chromatin structure. These factors appear to
be entirely distinct from those that suppress cryptic inter-
genic transcripts [37].
In this paper, we present the results of genome-wide
approaches to comprehensively study cryptic transcription
from within open reading frames (ORFs) in S. cerevisiae. First,
we used both spontaneous mutant selection and a synthetic
genetic array (SGA) screen to identify new mutations that
allow cryptic transcription. These mutations have varying
effects on the expression of a set of cryptic transcripts,
suggesting the existence of different classes of cryptic
promoters and mechanisms for their activation. Second, we
used microarray analysis to identify cryptic transcripts
throughout the S. cerevisiae genome that are activated in spt6
and spt16 mutants. These experiments showed that cryptic
transcription is widespread, occurring in at least 1,000 genes
(17% of all genes). We have also investigated the possibility of
a physiological role for cryptic transcription, as it is not
understood whether it represents unwanted transcription
from fortuitous promoters that are activated only in mutants
in which chromatin structure has been altered, or whether it
serves a biological role in some cases, possibly to express
different gene products. Here, we demonstrate that a number
of cryptic transcripts expressed in an spt6 mutant are
translated into corresponding short proteins. In addition,
we show that some cryptic transcripts are modestly activated
in wild-type (SPT6
þ) strains upon a nutritional shift and that
this activation is dependent upon Ras2. Taken together, our
results show that cryptic transcription from ORFs can occur
in a widespread fashion throughout the S. cerevisiae genome
and suggest that some cryptic promoters may normally serve
to express alternative genetic information during environ-
mental changes.
Results
Comprehensive Identification of Mutants Permissive for
Cryptic Transcription
Previous results have shown that cryptic promoters are
active in several mutants that impair transcription and
chromatin structure. However, no systematic isolation of
cryptic initiation mutants has been performed. To compre-
hensively identify factors that regulate cryptic promoters, we
ﬁrst constructed a reporter to allow easy detection of
activation of the FLO8 cryptic promoter. In this reporter,
we replaced the region of FLO8 39 of the cryptic transcription
start site with the HIS3 coding sequence (Figure 1A; Materials
and Methods). The HIS3 coding sequence was inserted out-of-
frame with respect to the FLO8 coding sequence, using the
ﬁrst ATG within FLO8 that follows the cryptic start site. As
this ATG is in the þ2 reading frame, functional HIS3 mRNA
can only be made by transcription initiation at the FLO8
cryptic start site (Figure 1A). In one version of this reporter,
the normal FLO8 promoter was replaced with the GAL1
promoter to allow regulation of full-length FLO8-HIS3 tran-
scription by growth on different carbon sources and in a
second version, the wild-type FLO8 promoter was maintained.
Both growth assays on plates lacking histidine and northern
analysis demonstrated that the FLO8-HIS3 fusion constitutes
a sensitive reporter for mutants that allow cryptic initiation
(Figure 1B and 1C).
Using FLO8-HIS3, we employed two methods to identify
mutants that are permissive for cryptic initiation: direct
selection and a screen of the S. cerevisiae nonessential deletion
set (Materials and Methods). Direct selection was valuable for
identiﬁcation of strong mutations that are not in the deletion
set, in particular, mutations in histone genes, described
below. The deletion set screen allowed systematic testing of
all nonessential genes. Overall, we identiﬁed mutations in 50
genes that allow cryptic initiation at FLO8-HIS3 (Table 1).
These 50 mutants are permissive for the FLO8 cryptic
promoter to varying degrees and several are dependent upon
expression from the upstream GAL1 promoter in the FLO8-
HIS3 reporter (Figure 2A). Overall, the majority of genes
identiﬁed encode histones, regulators of histone gene
expression, histone chaperones, and other factors implicated
in transcriptional control.
Among this large collection of mutants, histone H3
mutants are of particular interest as some identify previously
unstudied changes in H3 that may play roles in transcription
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Author Summary
Recent studies have shown that much more of the eukaryotic
genome is transcribed into RNA than previously thought. In
Saccharomyces cerevisiae, when particular factors are defective,
cryptic promoters within several coding regions become active and
produce shorter transcripts corresponding to the 39 portions of
genes. (Transcription proceeds from the 59 end of genes to the 39
end.) A comprehensive analysis of cryptic transcription identified the
factors that normally repress this event. We find that at least 50
factors, many involved in chromatin structure and transcription, are
required to repress cryptic transcription. Other results suggest that
the potential for cryptic transcription is widespread, initiating from
at least 1,000 locations across the S. cerevisiae genome. In mutants in
which cryptic transcripts are produced, some of the transcripts are
translated into proteins not normally made in unmodified, wild-type
cells. Finally, in wild-type cells, a subset of cryptic transcripts is
transiently induced following a nutritional shift, suggesting a
possible role for cryptic transcription. Taken together, our results
demonstrate that the normal pattern of gene expression is
maintained by a wide range of factors and suggest that, under
altered genetic or physiological conditions, the expression of
alternative genetic information may occur.elongation. These H3 mutants are likely gain of function
mutants, as deletion of either HHT1 or HHT2, the genes
encoding histone H3, causes only a very weak His
þphenotype
with FLO8-HIS3, whereas the H3 mutants isolated by our
selection are dominant and confer a strong His
þ phenotype
(Figure 2A, unpublished data). The majority of these H3
mutants are inviable when the second, wild-type H3 gene is
deleted, suggesting that the H3 mutants are incapable of
forming a functional nucleosome on their own (Table S1).
One class of H3 mutants of interest includes four clustered
changes in one region of H3: I51N, I51S, Q55H, and S57P.
These changes are of interest due to their proximity to K56 of
histone H3, whose acetylation has been shown to be
important for resistance to DNA damaging agents, histone
gene expression, and transcriptional silencing [38–42]. How-
ever, H3 K56 acetylation does not affect cryptic initiation, as
an rtt109D mutation, which abolishes K56 acetylation [43–46],
does not activate the FLO8 cryptic promoter (unpublished
data).
Transcriptional Analysis Suggests Different Classes of
Cryptic Promoters
To test whether the mutants we identiﬁed activate cryptic
transcription from multiple genes, we performed northern
analysis on 14 cryptic initiation mutants, examining tran-
scription of FLO8, SPB4, and STE11, three genes previously
shown to have cryptic promoters [23]. Our results show that
there are different patterns of cryptic promoter activation
among the mutants (Figure 2B). Most of the mutants express
the FLO8 short transcript, with the exceptions of hir1D and
chd1D (Figure 2B, lanes 10 and 14; also see [35,36]), suggesting
that in some cases, the FLO8-HIS3 reporter is more sensitive
in detecting cryptic initiation than northern analysis. Con-
versely, an spt16-197 mutant appeared weakly His
þ with the
FLO8-HIS3 reporter, whereas northern analysis indicated
high levels of expression of the FLO8 short transcript (Figure
2A and 2B, lane 3). This effect with spt16-197 may be due to
the slow growth of the spt16-197 mutant. In addition, short
transcripts could be detected for SPB4 and STE11 for most of
the mutants, indicating that cryptic initiation was not speciﬁc
to FLO8. However, there were differences in the pattern of
cryptic transcription among the mutants tested. For example,
spt6-1004, eaf3D, and rtt106D confer distinct patterns of
activation of FLO8, SPB4, and STE11 cryptic transcripts
(Figure 2B, compare lanes 2, 8, and 13). These distinct
patterns suggest that there are distinct classes of cryptic
promoters and different mechanisms for their repression.
Other evidence suggesting differential expression of cryptic
transcripts has recently been described [47].
Most Cryptic Transcription Mutants Have Normal Levels of
Histone H3 K36 Methylation
Recent results have shown that Set2-dependent methylation
of histone H3 at K36 plays a role in the repression of cryptic
transcription [28,47,29]. Furthermore, both H3 K36 dimeth-
lyation and trimethylation have recently been shown to be
defective in spt6 and spt16 mutants, as well as in set2 mutants
[28,48]. Therefore, we tested whether this histone H3 K36
methylation defect might be a common phenotype among
cryptic transcription mutants. Our results show that, of 50
mutants tested, only ﬁve showed a signiﬁcant decrease in total
H3 K36 di- and trimethylation (spt6-1004, set2D, ctk1D, ctk2D,
and ctk3D) (Figure 3, Table S2). The histone H3 K36
methylation defects in these ﬁve mutants have been previously
reported [28,33,47–49]. We note that under our growth
conditions, the spt16-197 mutant had wild-type levels of H3
K36 di- and trimethylation, in contrast to a previous report
[48],yet stillshoweda highlevelof cryptictranscription. These
results show that the majority of the cryptic transcription
mutants regulate at a step other than H3 K36 methylation.
At least 1,000 Cryptic Transcripts are Produced in spt6 and
spt16 Mutants
Previous studies of cryptic initiation in an spt6-1004 mutant
identiﬁed only a few genes with cryptic promoters [23].
However, the frequency at which they were found among a
small set of genes tested suggested that cryptic promoters
may be widespread. To test this possibility, we assayed for
cryptic transcription within ORFs on a genome-wide scale by
microarray analysis. In these experiments, we compared
mRNA from a wild-type strain to that from an spt6-1004
mutant, using microarrays with six probes across each coding
region (Materials and Methods). Using a stringent threshold
(Materials and Methods), our results suggest that out of the
5,689 ORFs represented on the microarray, at least 960 genes
(17%) have active cryptic transcription in the spt6-1004
mutant (Figure S1; Table S3). As detailed in Materials and
Methods, this method may unavoidably be biased towards
Figure 1. Detection of Cryptic Initiation with the FLO8-HIS3 Reporter
(A) Diagram of FLO8-HIS3 reporter. The FLO8 promoter is replaced by the
GAL1 promoter, and the 39 end of the FLO8 ORF is replaced with the HIS3
ORF. The approximate position of the FLO8 internal cryptic TATA site
(base pair positionþ1,626) is shown. The expected FLO8-HIS3 full-length
and HIS3 short transcripts are indicated beneath the diagram.
(B) His
þphenotypes of wild-type and spt6-1004 strains carrying the FLO8-
HIS3 reporter. Cells were replica-plated onto the indicated medium (SC or
SC-His), and plates were grown at 30 8C for 5 d.
(C) Northern analysis of wild-type and spt6-1004 strains carrying the
FLO8-HIS3 reporter. RNA was isolated from cells either grown at 30 8Co r
shifted to 37 8C for 80 min. The probe for the northern analysis was
generated against HIS3, and SNR190 was used as a loading control. The
arrow indicates full-length FLO8-HIS3 RNA transcripts, and the asterisk
indicates HIS3 short transcripts resulting from cryptic initiation.
doi:10.1371/journal.pbio.0060277.g001
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script levels, likely resulting in an underestimate of the actual
number of cryptic transcripts (Materials and Methods; Figure
S2). In support of the ability of the microarrays to identify
genes with cryptic transcripts, we used northern analysis to
test ﬁve genes predicted by the microarrays to have cryptic
transcripts and found that all ﬁve indeed produce short
transcripts (Figure 4A).
To test whether another mutant permissive for cryptic
transcription allows production of the same large set of
cryptic transcripts, microarray analysis was performed on the
temperature-sensitive spt16 mutant, spt16-197. These experi-
ments identiﬁed approximately 1,130 genes predicted to have
cryptic transcripts in the spt16-197 mutant (Table S4).
Between the spt6-1004 and spt16-197 results, there is a striking
overlap (correlation coefﬁcient r ¼ 0.83, Figure 4B and 4C),
indicating that these two mutants affect cryptic transcription
similarly at most genes. Taken together, these results strongly
suggest that approximately one sixth of all S. cerevisiae genes
produce detectable cryptic transcripts in spt6 and spt16
mutants.
To determine whether the genes that produce cryptic
transcripts share any particular traits, we examined several
different characteristics of the genes that we identiﬁed in the
spt6 and spt16 microarray experiments as having cryptic
transcripts. With respect to the length of coding regions, the
average length of the genes with cryptic transcription in both
spt6 and spt16 mutants is 2.4 kb, signiﬁcantly longer than the
average length of the 5,869 genes on the microarray (1.5 kb;
Wilcoxon rank-sum test, p-value , 2.2 3 10
 16). The majority
of genes with cryptic transcription also have lower transcrip-
tional frequencies (for spt6-1004, average ¼ 2.46 mRNA/hour
[p-value , 2.2310
 16] and for spt16-197, 1.93 mRNA/hour [p-
value , 2.2 3 10
 16]) when compared with the whole genome
(average ¼ 7.57 mRNA/hour) [50]. The enrichment for longer
genes with lower transcriptional frequencies was expected, as
these two characteristics correlate, and our method for
detection of cryptic transcripts enriched for genes with lower
transcription levels.
In addition, we focused on TATA elements, both within
coding regions and in 59 noncoding regions. Since cryptic
initiation within the FLO8 coding region depends on the
presence of a TATA element [23], we ﬁrst tested whether
genes showing cryptic transcription are enriched for those
with TATA motifs in their coding sequence. We searched for
the TATA consensus sequence in S. cerevisiae, TATA(A/T)(A/
T)A(A/T)(A/G) [51]. We found that genes with at least one
TATA element in their coding region are three times more
likely to have a cryptic transcript in the spt6-1004 mutant
than genes without a TATA box (p-value , 2.2 3 10
 16). We
see an even stronger enrichment for the spt16-197 mutant (p-
value , 2.2310
 16) (Table S5). Given that our set of genes was
enriched for those that are longer, we also examined whether
these ﬁndings were still signiﬁcant when corrected for gene
size (longer genes are more likely to contain TATA motifs by
chance) and found that they were (Figure S3). Thus, the genes
with cryptic promoters identiﬁed by the spt6-1004 and spt16-
197 microarray results suggest that cryptic transcription
tends to be located in coding regions that contain TATA
consensus sequences. We also classiﬁed the normal promoters
of genes with cryptic promoters as to whether they have a
TATA element or not. Genes with TATA elements tend to
display more cell-to-cell and strain-to-strain variation in
expression [52–57]. We found that cryptic transcripts are two
times (Fisher exact test, p-value ¼ 2 3 10
 12) and 2.4 times
(Fisher exact test, p-value ¼ 2 3 10
 16) more likely to be from
genes with natural TATA-less promoters than from genes
with TATA-containing promoters for the spt6-1004 and spt16-
197 mutants, respectively, after correction for gene expres-
sion levels (Figure S4).
Table 1. Genes Required for Repression of Cryptic Promoters
Category Gene Mutant
Phenotype
Histones HHT1 þþþ
HHT2 þþþ
HTA1-HTB1 þþþ
Histone gene regulation SPT10 þþþ
SPT21 þþþ
HIR1 þþþ
HIR2 þþþ
HIR3 þþþ
HPC2 þþþ
Chromatin assembly and remodeling SPT6 þþþ
SPT16 þþþ
RTT106 þþþ
ASF1 þþþ
CHD1 þ
ISW1 þþ
Rpd3S-mediated histone deacetylation CTK1 þþþ
CTK2 þþþ
CTK3 þþ
SET2 þþ
RPD3
a
SIN3 þþ
RCO1 þþ
EAF3 þ
UME1 þ
Histone deacetylation HST4 þ
HDA2 þ
Transcription elongation factors BUR1 þþ
BUR2 þþ
SPT4 þþ
SPT5 þþþ
CDC73 þ
RTF1 þ
SPT2 þ
Mediator components SIN4 þ
SRB8 þ
SRB9 þ
SRB10 þ
Proteasome function PRE9 þ
UMP1 þ
DNA replication and repair factors HUR1 þ
PMS1 þ
RNR4 þ
Other categories ATG11 þþ
DIG1 þ
KEX2 þ
MAP1 þ
PIR1 þ
PMR1 þ
SSD1 þ
YBR246W þ
Scoring of mutant phenotypes using FLO8-HIS3 is as follows:þþþ indicates mutants with a
strong His
þ phenotype (His
þ after 2 d of growth); þþ, mutants with a medium His
þ
phenotype (His
þ after 4 d of growth); and þ, mutants with a weak His
þ phenotype (His
þ
after 5 d or more of growth).
aAn rpd3 mutant was not tested with FLO8-HIS3; its score is based on northern analysis.
doi:10.1371/journal.pbio.0060277.t001
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Translated
Given the large number of cryptic transcripts, it seemed
likely that many of them would have the potential to encode
proteins. We examined the potential for cryptic transcripts to
be translated by mapping all ATGs in the three reading
frames downstream of the 59-most limit of transcription
initiation established in the spt6-1004 microarray analysis. For
Figure 2. Analysis of Cryptic Initiation Mutants
(A) His
þ phenotypes of cryptic initiation mutants carrying the FLO8-HIS3 reporter. Cells were spotted in a 10-fold dilution series from 1310
8 to 1310
3
cells/ml on the indicated medium. Growth on media containing galactose (Gal) induces expression of the full-length FLO8-HIS3 construct, which can
affect activation of the FLO8 cryptic promoter in several mutants. Growth on media containing 3-aminotriazole (3AT), a competitive inhibitor of
histidine, is indicative of higher expression levels of the HIS3 transcript. Plates were grown at 30 8C for 6 d. The ctk1 and ctk2 mutants are unable to use
galactose as a carbon source; therefore, they only grow on the plates with glucose as the carbon source regardless of the presence or absence of
histidine in the growth medium.
(B) Northern analysis of FLO8, SPB4, and STE11 in cryptic initiation mutants. RNA was isolated from cells grown at 30 8C, except for the spt6-1004 and
spt16-197 mutants, which were shifted to 37 8C for 80 min as indicated. SNR190 was used as a loading control. Arrows indicate full-length RNA
transcripts, and asterisks indicate short transcripts resulting from cryptic initiation.
doi:10.1371/journal.pbio.0060277.g002
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same frame to infer the peptide sequence that would result
from translation from the internal ORFs. The results of this
analysis (Table S6) show that most ORFs could encode
proteins if the cryptic transcripts were to be translated:
820, 825, and 731 ORFs in framesþ1,þ2, andþ3, respectively.
However, the two alternative reading frames primarily
encode short peptides, while, as expected, the þ1 frame
encodes much longer sequences.
To test directly whether genes with cryptic transcripts
express proteins, we screened 146 genes that are predicted to
have cryptic promoters and that have at least one internal
ATG codon in the þ1 frame located 39 of the predicted
cryptic start site. To screen these strains, we used the tandem
afﬁnity puriﬁcation (TAP)-tagged set of S. cerevisiae strains in
which each ORF is fused at its 39 end to a sequence encoding
the TAP epitope tag [58]. The TAP-tagged strains corre-
sponding to the 146 selected genes were crossed to an spt6-
1004 strain to obtain TAP-tagged versions in both SPT6
þ and
spt6-1004 backgrounds. These strains were then screened by
western analyses using an antibody recognizing the TAP tag
to determine whether any altered proteins are made in the
spt6-1004 strains. We note that this method will only detect
proteins produced by translation in the same reading frame
as the full-length protein, because it requires that the TAP
epitope tag be expressed. Our results show that 20 of the 146
genes tested produced a detectable shorter protein in the
spt6-1004 mutant but not in the SPT6
þ strain (Table S7,
examples shown in Figure 5A). The short proteins were all in
the size range predicted by the microarray results, and several
of them encode domains with known activities lacking their
normal amino-terminal sequences (Figure S5). Northern
analysis of these genes veriﬁed that corresponding short
transcripts of the appropriate sizes were indeed expressed in
the spt6-1004 mutant (Figure 4A; unpublished data).
To verify that the short proteins were produced by
translation initiation from their corresponding short tran-
scripts and were not simply degradation products of the full-
length proteins, we analyzed the expression of short proteins
made from two genes, APM2 and PUS4. For each of these
genes, we constructed and analyzed mutations that alter the
initiation codon for both the normal, full-length protein and
for the shorter protein and analyzed each by western analysis.
Our results show that mutation of the normal ATG initiation
codon eliminated expression of the full-length protein, but
had no effect on expression of the short protein expression
(Figure 5B, lanes 7 and 15). Furthermore, mutation of the
internal ATG speciﬁcally abolished expression of the short
protein (Figure 5B, lanes 6 and 14). We also observed that this
mutation in APM2 resulted in apparent degradation products
(Figure 5B, lane 6), perhaps due to the amino acid change in
the mutant protein. This mutation in APM2 also causes
increased expression of the full-length Apm2 protein
speciﬁcally in the spt6-1004 mutant and may be due to
changes in either mRNA or protein stability. Taken together,
these results demonstrate that at least a subset of transcripts
expressed from cryptic promoters are translated to produce
alternative, shorter proteins. The functions of these proteins
are likely to be different from the full-length proteins because
they often lose predicted protein domains (Table S8).
A Subset of Cryptic Transcripts Are Expressed in Wild-Type
Strains upon a Nutritional Shift
The expression of the cryptic transcripts that we have
identiﬁed is normally repressed in wild-type strains when
cells are grown in rich medium. If some of the cryptic
transcripts serve a biological function, however, they might
be expressed in a wild-type background under particular
growth conditions. To screen for such an effect, we used
northern analysis to assay the transcription of 16 genes with
cryptic transcripts under 20 different growth conditions.
Most of these genes were selected from those shown to
produce a protein from the cryptic transcript. The conditions
tested included starvation for carbon, nitrogen, phosphate, or
sulfate, as well as heat shock, high salt concentration, or
exposure to different drugs such as 3AT or menadione. Of
the 20 different growth conditions tested, one of them, a shift
from rich medium (YPD) to minimal medium (SD), caused
modest expression of cryptic transcripts in three of the 16
genes tested, CHS6, FLO8, and SPB4 (Figure 6, lanes 3–6). For
these genes, cryptic transcripts were detectable by 30 min
after the shift, and for two of the genes, CHS6 and FLO8,i t
was transient, no longer detectable by 2 h after the shift. In all
cases, the level of the short transcript was clearly less than
observed in the spt6-1004 mutant, indicating that an spt6
mutant represents an extreme condition for cryptic initiation
in the genome, relative to what may be seen in a wild-type
strain under different growth conditions.
Figure 3. Western Analysis of Histone H3 K36 Methylation Levels in
Cryptic Initiation Mutants
Whole-cell extracts were prepared from cells grown at 30 8C, except for
strains FY2425 and FY347, which were shifted to 37 8C for 80 min as
indicated. Probes for the western analyses were generated with
antibodies specific for total histone H3, dimethylated H3 K36, and
trimethylated H3 K36. WT, wild type.
doi:10.1371/journal.pbio.0060277.g003
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rich to minimal media causes other transient effects with very
similar kinetics to what we have observed. Among these
effects is the induction of translation of the transcription
factor Gcn4 [59–61], which occurs in a Ras2-dependent
fashion [62]. We therefore tested whether either Gcn4 or
Ras2 plays a role in the expression of cryptic transcripts that
we observe by assaying gcn4D and ras2D mutants during a
nutritional shift. Although gcn4D did not affect cryptic
transcript levels (unpublished data), our results showed that
the expression of the CHS6 and FLO8 cryptic transcripts
upon the nutritional shift was strongly Ras2-dependent,
whereas the expression of the SPB4 cryptic transcript
appeared to be largely Ras2 independent (Figure 6, lanes 7–
10). These results also suggest that the cryptic initiation
induced at CHS6 and FLO8 after the nutritional shift is not
simply the result of the increased expression of the full-length
transcript seen for both genes following the media shift. Even
though full-length expression of CHS6 and FLO8 is still
greatly increased following the shift in the ras2D mutant,
cryptic transcripts are not expressed, indicating some form of
regulation of the cryptic promoters under these conditions.
Thus, our results suggest that a subset of cryptic promoters
can be speciﬁcally activated upon a nutritional shift in a
Ras2-dependent fashion.
Discussion
In this work, we have investigated cryptic transcription and
its consequences in S. cerevisiae on a genome-wide scale. Our
results have established that a large number of chromatin-
and transcription-related factors are required to repress
widespread cryptic transcription from within coding regions
throughout the S. cerevisiae genome. Most of the cryptic
transcripts contain ORFs, and our results suggest that when
these cryptic transcripts are expressed, such as in an spt6
Figure 4. Microarray Analysis of Genes with Cryptic Promoters in spt6 and spt16 Mutants
(A) Northern analysis of cryptic promoter genes identified by microarrays in spt6-1004 and spt16-197 mutants. RNA was isolated from cells after an 80-
min temperature shift from 30 8Ct o3 78C. Probes for northern analyses were generated with APM2, DDC1, OMS1, PUS4, and SYF1. SNR190 was used as a
loading control. Arrows indicate full-length RNA transcripts, and asterisks indicate short transcripts.
(B) Venn diagram comparing the number of genes with cryptic promoters in spt6-1004 and spt16-197 mutants. Microarray results predict 960 genes to
express short transcripts in an spt6-1004 mutant and 1,130 genes to express short transcripts in an spt16-197 mutant, based on a 39/59 ratio threshold of
2.5 for each gene. Among these, the overlap is 709 genes.
(C) spt16-197 versus spt6-1004 plot of cryptic promoter microarray results. The log2 value of the 39/59 ratio for probe 6 of each gene in the spt16-197
microarray was plotted against the log2 (39/59 ratio) value for probe 6 of the corresponding gene in the spt6-1004 microarray. The correlation coefficient,
r, between the two datasets is 0.8345.
doi:10.1371/journal.pbio.0060277.g004
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are not normally made. Thus, loss of Spt6 causes a dramatic
change in the mRNAs and proteins produced genome-wide.
Furthermore, a small subset of cryptic transcripts have been
shown to be modestly expressed in wild-type strains during a
nutritional shift. Taken together, these results demonstrate
the widespread existence of cryptic transcription and the
expression of alternative genetic information in S. cerevisiae.
Several results strongly suggest that multiple mechanisms
control the expression of cryptic transcripts. Below, we
discuss these possible mechanisms in terms of distinct classes
of cryptic promoters. We note that our microarray results
have established widespread cryptic transcription, but have
not demonstrated that these transcripts all arise from cryptic
promoters. However, based on our earlier studies of the FLO8
and SPB4 genes ([23] and unpublished data), we think it is
likely that most or all of the cryptic transcripts identiﬁed are
the result of activation of cryptic promoters. Testing this
possibility will be the focus of future investigations. First, the
mutants identiﬁed in this study vary greatly in their strength
of cryptic initiation, based both on the FLO8-HIS3 reporter
and on northern analysis. Second, one of the most permissive
mutants for cryptic initiation, spt6-1004, is known to impair
at least two features of normal transcription elongation that
individually contribute to repression of cryptic promoters:
histone H3 K36 methylation [28,47,48] and the recruitment of
the transcription factor Spt2 [35]. Consistent with this
observation, both set2D, which abolishes histone H3 K36
methylation, and spt2D are less permissive for cryptic
initiation than is spt6-1004 (our results and [28,31,34,35]. In
addition to these effects, spt6-1004 likely causes other effects
on chromatin structure [23,26]. Third, our results also showed
that most mutations that allow cryptic initiation do not
impair H3 K36 di- or trimethylation; therefore, loss of this
histone modiﬁcation is not the sole mechanism by which
cryptic promoters are derepressed. This conclusion is
consistent with recent studies that showed enhanced cryptic
initiation in double mutants that lack Set2 and another
factor, indicating that mechanisms other than histone H3
K36 methylation play an important role in this regulation
[34]. Fourth, previous analysis has identiﬁed cases in which
mutations that impair distinct aspects of transcription can
combine to cause strong effects on cryptic initiation [34–36].
Finally, assay of a small set of cryptic promoters showed that
they were activated in distinct patterns among different
cryptic initiation mutants. For example, the pattern of
cryptic initiation in mutants that impair Rpd3-mediated
histone deacetylation was different from cryptic initiation in
mutants affecting histone assembly (Figure 2B). Thus, cryptic
promoters may be similar to normal promoters in terms of
the complexity of regulation by distinct sets of factors, raising
the possibility that additional transcription factors may
regulate speciﬁc subsets of cryptic promoters. Consistent
with this idea, our analysis of the FLO8 cryptic promoter has
shown that it requires a UAS-like element as well as a TATA
element (V. Cheung and F. Winston, unpublished data).
The microarray experiments that we have performed
suggest that there are at least 1,000 cryptic promoters in
the S. cerevisiae genome that are activated in spt6 or spt16
mutants. The similarity between these two mutants suggests
Figure 5. Analysis of Short Protein Expression in an spt6 Mutant
All Western analyses used whole-cell extracts prepared from cells after an 80-min temperature shift from 30 8Ct o3 78C. Probes for the western analyses
were generated with an antibody recognizing the TAP epitope tag. Pgk1 was used as a loading control. Arrows indicate full-length proteins, and
asterisks indicate short proteins. WT. wild type.
(A) Western analysis of short protein expression in an spt6-1004 mutant.
(B) Western analysis of short-protein expression in wild-type and spt6-1004 strains containing APM2 and PUS4 ATG mutations. The lower molecular
weight bands in lane 6 are likely to be degradation products.
doi:10.1371/journal.pbio.0060277.g005
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initiation, likely by helping to establish or maintain a
repressive chromatin structure across coding regions
[23,25]. Another recent set of microarray studies examined
cryptic initiation in set2D mutants [31] and identiﬁed 621
genes with cryptic transcription on the sense strand. That
study also identiﬁed 494 antisense transcripts, something not
measured in our analysis. Similar to our results, the genes
identiﬁed by Li et al. [31] were enriched for long genes
transcribed at low level. Although we would expect that the
cryptic promoters activated in set2D mutants would be a
subset of those found in spt6 and spt16, only 45% of those
found in set2D were found in spt6. This degree of overlap,
while still quite signiﬁcant, was likely affected, at least in part,
by differences in the microarrays and analysis of the datasets.
The smaller number of cryptic promoters in set2D mutants
compared to spt6 and spt16 ﬁts with our results that
mechanisms beyond histone H3 K36 methylation control
cryptic initiation. The possible role of antisense transcripts is
unknown, although recent studies have demonstrated roles in
transcriptional regulation [19,20].
Other evidence suggests that promoters within coding
regions occur on a wider scale than indicated by our
microarrays of spt6 and spt16 mutants. One study, that
examined the S. cerevisiae transcriptome in a wild-type strain
by serial analysis of gene expression (SAGE), identiﬁed 384
genes with transcription start sites located within the 39 half
of the coding region [12]. Only 55 of these 384 genes (14.3%)
were identiﬁed in our spt6-1004 microarrays to express short
transcripts. This small overlap is expected, as our experi-
ments were designed to identify cryptic promoters activated
speciﬁcally in spt6 mutants. In addition, our spt6-1004
microarrays were designed to detect short transcripts only
from the sense strand, while the SAGE analysis was able to
detect both sense and antisense short transcripts. More
thorough microarray and transcriptome analysis of addi-
tional cryptic initiation mutants and other growth conditions
will provide a more comprehensive map of cryptic promoters
in the yeast genome.
The question still remains as to why so many cryptic
promoters are found in the S. cerevisiae genome and what role
they serve, if any. We can envision at least four possible roles
for cryptic promoters, none of which are mutually exclusive,
as all are possible for different subsets. First, some cryptic
promoters may direct the expression of gene products that
carry out speciﬁc functions, being expressed in response to
particular environmental changes. In this way, use of cryptic
promoters would be analogous to other mechanisms of
expressing different genetic information, such as alternative
splicing or use of internal ribosome entry sites. Although our
results have not demonstrated a function for a product of
cryptic initiation, precedent exists for using an internal
promoter to express an alternative protein, sometimes under
particular growth conditions [22,63–66]. In mammalian cells,
the use of alternative promoters has been shown to have
numerous roles in normal gene expression and in disease-
associated genes [67]. Other results have also shown the
potential to express shorter gene products in response to an
environmental change [68]. Our results, showing that many
cryptic transcripts are translated and that some cryptic
promoters are activated by a nutritional shift, also ﬁt with this
p o s s i b i l i t y .W en o t et h a tw ed i dt e s tf o re v i d e n c eo f
conservation between S. cerevisiae genes with cryptic tran-
scription and S. bayanus orthologs, but did not detect any
signiﬁcant reduction in either synonymous or nonsynon-
ymous changes in genes with cryptic transcription when
compared to genes without cryptic transcription, but of
similar length (unpublished data). Second, the information
expressed from cryptic promoters may provide the potential
for an adaptive mechanism in which, under appropriate
selective conditions, expression of such products would
enable improved growth or survival, thereby facilitating
evolutionary genetic changes. Such an idea was previously
suggested for the yeast prion [PSIþ], which affects the ﬁdelity
of translational termination and thus allows for the possible
production of novel protein products [69–71]. Strains
containing [PSIþ] can acquire complex phenotypic traits
distinct from [psi ] strains, and when outcrossed to wild-type
strains, these phenotypic traits can sometimes be maintained
even after treatment to remove [PSIþ] [70,71]. A possible role
for intergenic RNAs has also been previously suggested [72].
Third, some cryptic promoters may serve to regulate tran-
scription or control chromatin structure without producing a
functional gene product. A previous study demonstrated that
a promoter within PRY3 of S. cerevisiae serves to repress PRY3
expression during mating [21]. In this case, transcription
Figure 6. Northern Analysis of Cryptic Initiation during a Nutritional Shift
from YPD Rich Medium to SD Minimal Medium for the Indicated Times
Lanes 1 and 2 contain RNA isolated from cells shifted from 30 8Ct o3 78C
for 80 min as indicated. All other RNA was isolated from cells grown at 30
8C. SNR190 was used as a loading control. Asterisks indicate short
transcripts. SNR190 served as a loading control.
doi:10.1371/journal.pbio.0060277.g006
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functional role. In other cases, the act of transcription may
alter chromatin structure in some beneﬁcial way, as pre-
viously suggested [68]. Finally, some cryptic promoters may be
‘‘noise,’’ existing as one of many transcriptional events that
serve no apparent biological role [73]. In such a scenario, a
signiﬁcant role of the genes we identiﬁed in our screen would
be to minimize such ‘‘noise,’’ similar to that of Trf4, Air1,
Air2, and components of the exosome in the removal of
cryptic intergenic transcripts [37]. Given the very large
number of cryptic promoters in S. cerevisiae,i ts e e m s
reasonable to speculate that all of these reasons and others
may turn out to be true. The analysis of speciﬁc cryptic
promoters will likely yield additional insights into their roles
and into previously unknown aspects of gene expression.
Materials and Methods
S. cerevisiae strains and media. All S. cerevisiae strains are listed in
Table S9. Strains with the preﬁx ‘‘FY’’ are isogenic with a GAL2
þ
derivative of S288C [74]. Strains were constructed by standard
methods, either by crosses or by transformations [75]. The spt6-1004
[23]), spt16-197 [76], (hta1-htb1)D0::LEU2 [77], spt2D0::kanMX [35],
spt21D0::kanMX [78], spt4D0::URA3 [79], and RAS2
val19 [80] alleles
have been previously described. The can1D0::STE2pr-LEU2 allele was
generously provided by the Boone lab [81]. The ctk3D0::kanMX,
set2D0::kanMX, eaf3D0::kanMX, rco1D0::kanMX, asf1D0::kanMX,
rtt106D0::kanMX, chd1D0::kanMX, cdc73D0::kanMX, rtf1D0::kanMX,
ras2D0::kanMX, and ygr117cD0::kanMX deletion mutations are from
the S. cerevisiae haploid nonessential genome deletion library [82], and
the deletions were veriﬁed to be correct by PCR. The ctk1D0::URA3,
ctk2D0::URA3, chd1D0::HIS3, hir1D0::LEU2, and hir1D201::kanMX dele-
tion mutations were constructed by replacing the ORFs with URA3,
HIS3, LEU2,o rkanMX by standard methods [83–85]. The spt10-
302::URA3 allele consists of a Tn10-LUK transposon [86] inserted at
the SPT10 locus. The [SPT10::URA3]dup duplication allele was
constructed by integrating plasmid pFW216 (a derivative of pRS306
containing SPT10 and URA3) at the ura3-52 genomic locus [87,88]. To
construct the hht2-S57P allele, a 1.9-kb SmaI-EcoRI fragment
containing HHT2 and HHF2 from plasmid pDM18 was ligated into
vector pRS306 (URA3) [88,89]. The TCT codon (Ser) at base pair
position þ172 of HHT2 (relative to the þ1 ATG start codon) was
mutated to a CCT codon (Pro) by site-directed mutagenesis
(QuikChange kit, Stratagene). The resulting plasmid was used to
replace the wild-type HHT2 allele in strain FY2716 by two-step gene
replacement. The presence of the mutant hht2-S57P allele in the
genome was veriﬁed by sequencing. Strain FY2724 contains a point
mutation in HHT2 changing the GAA codon (Glu) at base pair þ316
to an AAA codon (Lys) and was created by UV mutagenesis of strain
FY2713 and veriﬁed by sequencing.
To construct the kanMX-GAL1pr-ﬂo8-HIS3 reporter, a 2-kb cassette
containing the kanMX marker and the GAL1 promoter was ampliﬁed
by PCR from plasmid pFA6a-kanMX6-PGAL1 [90]. This cassette was
used to transform strain FY2425 by integration at the FLO8
promoter, replacing base pairs  1,147 to  1 (relative to the FLO8
þ1 ATG start codon), to create strain FY2174. The HIS3 ORF (663 bp)
was ampliﬁed by PCR from plasmid pRS403 [84] and transformed
into strain FY2174 at the genomic FLO8 locus, replacing the 39 end of
the FLO8 ORF and the ﬁrst 105 bp of the 39 UTR (base pairsþ1,727 to
þ2,505 of FLO8 relative to the þ1 ATG start codon). Successful
transformants were selected on SC-His medium and veriﬁed by PCR.
The HIS3 ORF is inserted out-of-frame with respect to the FLO8 ORF
and is inserted 39 of both the internal FLO8 TATA element (þ1,626 to
þ1,631) and the cryptic transcription initiation sites of the FLO8 short
transcript (þ1,679 toþ1,685) [23]. To construct the ﬂo8-HIS3 reporter,
the HIS3 ORF was transformed into strain FY2425 and inserted at the
FLO8 genomic locus as described above.
The APM2-TAP::His3MX, DDC1-TAP::His3MX, OMS1-TAP::His3MX,
PUS4-TAP::His3MX, and SYF1-TAP::His3MX alleles are from the S.
cerevisiae TAP-tagged library [58]. The apm2–1-TAP::His3MX allele
contains a point mutation in the in-frame ATG codon at base pair
position þ1,420 of APM2 (relative to the þ1 ATG start codon),
changing it to a TTG codon (Leu). The apm2–2-TAP::His3MX allele
contains three point mutations at the þ1 ATG start codon of APM2,
changing it to a CGT codon. The apm2–3-TAP::His3MX allele contains
both theþ1 ATG and theþ1,420 ATG mutations in APM2. The pus4-1-
TAP::His3MX allele contains a point mutation in the in-frame ATG
codon at base pairþ478 of PUS4 (relative to theþ1 ATG start codon),
changing it to a GTG codon (Val). The pus4–2-TAP::His3MX allele
contains three point mutations at the þ1 ATG start codon of PUS4,
changing it to a CGT codon. The pus4-3-TAP::His3MX allele contains
both the þ1 ATG and the þ478 ATG mutations in PUS4. All ATG
mutations were constructed by a two-step gene replacement using a
previously described method [91] and veriﬁed by sequencing.
For liquid cultures, strains were grown in either YPD rich medium
(1% yeast extract, 2% peptone, and 2% glucose) or SD minimal
medium (0.15% yeast nitrogen base, 0.5% ammonium sulfate, and
2% glucose) as indicated. Synthetic complete media plates (SC) and
synthetic complete drop-out media plates (SC-His) were made as
previously described [75]. SC þ Gal plates and SC-His þ Gal plates
were made using 2% galactose instead of glucose as the carbon
source. For the spontaneous mutant selection, 3-aminotriazole (3AT)
was added to SC-His plates at the concentrations described below.
Isolation of cryptic initiation mutants. Cryptic initiation mutants
were isolated using the following three methods: spontaneous mutant
selection, synthetic genetic array (SGA) analysis with the S. cerevisiae
genome nonessential deletion set [82,92], and direct testing of
candidate genes. Spontaneous mutant selection was performed using
the parental wild-type strains FY2393, FY2713, FY2717, and FY2718,
each containing the kanMX-GAL1pr-ﬂo8-HIS3 reporter. Parental
strains were grown overnight in 5-ml YPD cultures at 30 8C, washed
twice in water, and then either 1310
7 cells or 1310
8 cells from each
culture were plated on SC-His media plates containing 0, 1, 2, 3, 4, 5,
or 10 mM 3AT. Plates were either UV-irradiated (5,000 lJ/cm
2) or left
untreated, and then grown at 30 8C to select for His
þ mutants.
Potential His
þ cryptic initiation mutants were single-colony puriﬁed
and retested to verify their His phenotype. Mutant genes were
identiﬁed by diploid complementation, plasmid complementation,
linkage analysis, and cloning by plasmid complementation with an S.
cerevisiae genomic library [93]. A total of 254 different mutants were
isolated, and 226 of them were identiﬁed as belonging to the
following groups: SPT21, SPT10, HTA1-HTB1, HHT1, HHT2, HIR1,
HIR2, HIR3, HPC2, and mutations linked to the kanMX-GAL1pr-ﬂo8-
HIS3 reporter. SGA analysis was performed as previously described
[92], using the query strain L1102 and screening for deletion mutants
that allowed growth on SC-His media plates. Potential positive
candidates from SGA analysis were individually crossed with strain
FY2506, and their His phenotype was veriﬁed by tetrad analysis.
Microarray design, hybridization, and analysis. Probe sequences
corresponding to 5,869 ORFs of the S. cerevisiae genome were
submitted to Agilent Technologies for microarray production. Each
ORF was represented by six 60-mer probes spaced evenly along its
coding sequence, with the most-59 probe beginning at base pair
position þ1 (relative to the þ1 ATG start codon) and the most-39
probe ending at the ﬁnal stop codon. Strains FY80 and FY2425 were
used for four independent spt6 microarray experiments, and strains
FY70 and FY347 were used for two independent spt16 microarray
experiments. Experimental pairs were performed in dye reversal.
Wild-type and mutant cells were grown in YPD medium at 30 8Ct o
mid-log phase (1–3 3 10
7 cells/ml), shifted to 37 8C for 80 min, and
then harvested as previously described [94] Sample preparation,
labeling, and hybridization of microarrays were performed as
previously described [94,95]. Microarray images were acquired and
spots quantiﬁed with a GenePix 4000B microarray scanner and 3.0
software, respectively (MDS Sciex). Spatial detrending and variance
stabilization normalization of raw microarray data were performed as
previously described [95]. Genes were detected as expressing short
transcripts in either the spt6 or the spt16 mutant using the following
criteria. The mutant/wild-type ratio was calculated for each probe on
the microarray using the normalized spot ﬂuorescent intensity values.
For each ORF, the 39/59 ratio was calculated by dividing the mutant/
wild-type ratio of the most-39 probe by the mutant/wild-type ratio of
the most-59 probe. Genes with high 39/59 ratios were predicted to
express short transcripts, whereas genes with low 39/59 ratios (close to
1.0) were predicted to not express short transcripts. The location of
the internal transcription start site for genes generating short
transcripts was estimated by calculating the mutant/wild-type ratio
of each probe in the gene relative to the corresponding ratio of the
most-59 probe. Based on the microarray results for ﬁve genes
previously known to express short transcripts in an spt6 mutant
(FLO8, SPB4, STE11, RAD18, and VPS72) [23], a 39/59 ratio threshold
was set at 2.5, where only genes with a 39/59 ratio greater than 2.5 in
either all four spt6 microarray experiments or both spt16 microarray
experiments were predicted to express a short transcript. Using this
criterion, 960 genes were predicted to express short transcripts in an
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transcripts in a spt16 mutant. It is likely, though, that even more
cryptic promoters exist, as the method of calculation likely and
unavoidably discriminates against the identiﬁcation of cryptic tran-
scripts from highly transcribed genes. This discrimination arises from
the fact that the hybridization signal from the 39 probe is the sum of
the signals for both the full-length and cryptic transcripts. Thus, for
genes with a high level of the full-length transcript, the level of a
cryptic transcript would need to also be high to be detectable. The 39/
59 ratio from the microarray results are shown plotted according to
expression levels in Figure S2. In support of a greater number of
cryptic transcripts, when a more relaxed threshold was used (39/59
ratio of 2.0 rather than 2.5), 620 additional genes were predicted to
express cryptic transcripts. When ﬁve genes were randomly selected
from these 620 genes, four of them expressed short transcripts as
detected by northern analysis (unpublished data). However, it is clear
that not all genes produce cryptic transcripts, as northern analysis of
ten other genes at random showed that only one produced a
detectable cryptic transcript (I. Ivanovska, J. Pamment, and F.
Winston, unpublished data).
Northern analysis. mRNA preparation and northern hybridization
analysis were performed as previously described [96]. Unless
otherwise indicated, RNA was prepared from cells grown in YPD at
30 8C to mid-log phase (1–3 3 10
7 cells/ml). For temperature shift
experiments, cells were grown in YPD to mid-log phase at 30 8C and
then shifted to 37 8C for 80 min. For media shift experiments, cells
were grown in YPD to mid-log phase at 30 8C, washed twice with SD,
and then grown in an equivalent volume of SD at 30 8C for the
indicated times. Double-stranded northern probes were ampliﬁed by
PCR from genomic DNA and were designed to hybridize to the 39
ends of FLO8 (þ1,515 to þ2,326), SPB4 (þ1,605 to þ1,812), STE11
(þ1,868 toþ2,110), APM2 (þ1,449 toþ1,786), DDC1 (þ1,489 toþ1,739),
OMS1 (þ1,084 to þ1,351), PUS4 (þ861 to þ1,134), SYF1 (þ2,032 to
þ2,525), and CHS6 (þ1,917 to þ2,295). A probe for SNR190 (þ1t o
þ190) was used as a loading control for all northern analyses. Because
the probes are double stranded, they could anneal to either sense or
antisense transcripts. The base pair positions given for each probe is
relative to the þ1 ATG start codon of the respective gene.
Western analysis. For Western analysis of histone H3 and H3 K36
methylation, whole-cell protein extracts were prepared as previously
described [79]. The protein concentration of extracts was determined
by Bradford assay (Bio-Rad). Fifty micrograms of whole-cell extracts
were separated on 15% acrylamide SDS-PAGE gels, transferred to
immobilon-P membrane (Millipore), and analyzed by immunoblot-
ting as previously described [48]. Antibodies were used that
recognized total histone H3 (1:5,000 dilution, Abcam), dimethylated
H3 K36 (1:10,000 dilution, Upstate), and trimethylated H3 K36
(1:10,000 dilution, Abcam). Antibodies were detected by chemilumi-
nescence (PerkinElmer).
For western analysis of TAP-tagged proteins, whole-cell protein
extracts were prepared as follows: 50 ml of cells were grown in YPD at
30 8C to mid-log phase (1–3 3 10
7 cells/ml) and then shifted to 37 8C
for 80 min. Cells were washed twice with wash buffer (20 mM Tris-
Hcl, 150 mM NaCl [pH 7.5]) and resuspended in 400 ll of lysis buffer
(50 mM Hepes-KOH [pH 7.5], 150 mM NaCl, 10% glycerol, 0.5% NP-
40, 1 mM EDTA, 1 mM PMSF, 2 lg/ml Leupeptin, 2 lg/ml Pepstatin
A). One milliliter of glass beads was added, and cells were lysed by
vortexing in an Eppendorf multihead shaker 5432 for 40 min at 4 8C.
The cell lysate was spun out through a hole punctured in the bottom
of the tube, by spinning for 2 min at 1,000 rpm. The lysate was spun
for 5 min at 14,000 rpm, and the supernatant was saved and spun
again for 15 min at 14,000 rpm. The supernatant was saved from this
ﬁnal spin and used for western analysis. Total protein concentration
of extracts was determined by Bradford assay (Bio-Rad). Equal
amounts of whole-cell extracts were separated on 8% acrylamide
SDS-PAGE gels, transferred to immobilon-P membrane (Millipore),
and analyzed by immunoblotting as previously described [79]. The
TAP tag was detected by chemiluminescence (PerkinElmer Life
Sciences) using the peroxidase anti-peroxidase antibody (1:5,000
dilution, Sigma). Pgk1 was used as a loading control and visualized
with anti-Pgk1 antisera (Molecular Probes) that was generously
provided by Angelika Amon’s laboratory.
Analysis of open reading frames. To examine which protein
domains are present and lost, we obtained data on proteins from
SGD (ftp://genome-ftp.stanford.edu/pub/yeast/sequence_similarity/
domains, last updated on September 25, 2007) and mapped them
onto the proteins encoded by genes with cryptic transcription
initiation. We considered the ﬁrst ATG after the most-59 limit of the
cryptic transcript as a conservative limit for the length of the short
protein being produced; i.e., cases in which a minimal number of
residues would be lost. A domain was called to be absent if the
position of the ATG was downstream of the domain start site. Using
published data on protein domains that are at the physical interface
of the interacting partners [97], we also examined whether these lost
domains are known to mediate physical interaction among proteins.
Finally, in order to estimate how common these domains are among
yeast proteins, we tabulated how many proteins in the genome have
these domains.
Accession number. The microarray data, accession number
GSE12272, can be found at GEO (http://www.ncbi.nlm.nih.gov/geo/).
Supporting Information
Figure S1. Clustergram Analysis of spt6-1004 Transcription
Clustergram showing normalized spt6-1004/wild-type ratios (as
median-subtracted asinh values; [98]) for individual probes from
the 960 genes we classiﬁed as having short transcripts in an spt6-1004
mutant. The color scale shown spans from asinh  2t oþ2. Numbers
shown next to the color bar indicate corresponding ratios in the
linear domain and are rounded to the nearest integer.
Found at doi:10.1371/journal.pbio.0060277.sg001 (49 KB PDF).
Figure S2. Possible Underestimation of Cryptic Transcripts
Cryptic transcripts may be less likely to be detected for genes with
abundant transcripts because the abundance of cryptic transcripts
does not scale with that of the full transcript. The ratio of 39 to 59 of
hybridization intensity is shown as a function of transcript
abundance. The ratio was calculated as deﬁned in the text. In grey
are ratios of intensities for probe 6 and 5 and in black for probes 6
and 1. The red line indicates the cutoff for calling the presence of a
clear cryptic transcript (2.5). (A) spt6-1004 mutant; (B) spt16-197
mutant.
Found at doi:10.1371/journal.pbio.0060277.sg002 (7.41 MB PDF).
Figure S3. TATA Motifs in ORFs and Cryptic Transcription
The presence of a TATA motif in the coding sequence of a gene
increases the probability of cryptic initiation of transcription in that
gene, independent of the size of the gene. Genes were separated by
size classes corresponding to each of the ten intervals corresponding
to the ten quantiles of the size distribution. The expected number of
genes was calculated as the product of the fraction of genes with a
TATA motif in this size interval times the number of genes with
cryptic transcripts in that interval. The observed number represents
the fraction of genes with a TATA motif in the coding sequence that
produce cryptic transcript. (A) spt6-1004 mutant; (B) spt16-197
mutant.
Found at doi:10.1371/journal.pbio.0060277.sg003 (466 KB PDF).
Figure S4. TATA Motifs in Promoters and Cryptic Transcription
Genes with a TATA box in their promoter are less likely to produce
cryptic transcripts, and the occurrence of a TATA box occurs
independently from transcript abundance. Genes were separated by
expression classes corresponding to each of the ten intervals
corresponding to the ten quantiles of the distribution. The expected
number of genes with a TATA promoter was calculated as the
product of the fraction of genes with a TATA promoter for this
expression level interval times the number genes with cryptic
transcript in that interval. If the presence of a TATA promoter was
independent from the production of a cryptic transcript, the fraction
of genes that produce a cryptic transcript and that have a TATA
promoter should be proportional to the fraction of genes with a
TATA promoter in this size interval. (A) spt6-1004 mutant; (B) spt16-
197 mutant.
Found at doi:10.1371/journal.pbio.0060277.sg004 (517 KB PDF).
Figure S5. Examples of Proteins Made in spt6-1004 Mutants from
Cryptic Transcripts
Shown are proteins found to be expressed from cryptic promoters
(Table S8). The gray boxes designate the portions that are in the
shorter proteins. The orange line represents the full-length protein
that is made from the wild-type transcript.
Found at doi:10.1371/journal.pbio.0060277.sg005 (172 KB PDF).
Table S1. Histone H3 Mutants That Allow Cryptic Initiation
Found at doi:10.1371/journal.pbio.0060277.st001 (22 KB DOC).
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Cryptic Transcripts in S. cerevisiaeTable S2. Histone H3 Di- and Trimethylation Levels in Mutants
Found at doi:10.1371/journal.pbio.0060277.st002 (20 KB XLS).
Table S3. spt6-1004 Microarray Results
Found at doi:10.1371/journal.pbio.0060277.st003 (5.62 MB XLS).
Table S4. spt16-197 Microarray Results
Found at doi:10.1371/journal.pbio.0060277.st004 (5.62 MB XLS).
Table S5. TATA Consensus Sequences in Coding Regions
Found at doi:10.1371/journal.pbio.0060277.st005 (22 KB DOC).
Table S6. Translation of Coding Regions in Cryptic Transcripts
Found at doi:10.1371/journal.pbio.0060277.st006 (1.01 MB XLS).
Table S7. Genes Identiﬁed That Express Short Proteins in an spt6-
1004 Mutant
Found at doi:10.1371/journal.pbio.0060277.st007 (22 KB DOC).
Table S8. Domains Lost in Potential Translation Products in spt6-
1004 Mutants
Found at doi:10.1371/journal.pbio.0060277.st008 (1.34 MB XLS).
Table S9. S. cerevisiae Strains
Found at doi:10.1371/journal.pbio.0060277.st009 (33 KB DOC).
Acknowledgments
We thank Miles Trochesset for assistance with microarray design,
Charlie Boone for a yeast strain, Angelika Amon for antibodies, and
Takashi Ito for sharing data. We are grateful to Mark Hickman for
help with analysis of the microarray data. We also thank Lisa Laprade
and Elissa Schwartzfarb for help in construction of the FLO8-HIS3
reporter. We also thank Alan Hinnebusch and Kevin Struhl for
helpful discussions, and Karen Arndt for helpful comments on the
manuscript.
Author contributions. VC, GC, NNB, CRL, SWM, TRH, and FW
conceived and designed the experiments. VC, GC, NNB, and CRL
performed the experiments. VC and FW wrote the paper with
contributions from GC, NNB, CRL, SWM, and TRH.
Funding. GC was supported by a Charles H. Best Postdoctoral
Fellowship, NNB was funded by a postdoctoral fellowship from
Canadian Institute of Health Research (CIHR), and CRL is a National
Sciences and Engineering Research Council postdoctoral fellow in
evolutionary biology and a CIHR Strategic Training Program in
Bioinformatics postdoctoral fellow. SWM holds the Canada Research
Chair in Integrative Genomics. This work was supported by Genome
Canada through the Ontario Genomics Institute to TRH and by
National Institutes of Health grant GM32967 to FW.
Competing interests. The authors have declared that no competing
interests exist.
References
1. Birney E, Stamatoyannopoulos JA, Dutta A, Guigo R, Gingeras TR, et al.
(2007) Identiﬁcation and analysis of functional elements in 1% of the
human genome by the ENCODE pilot project. Nature 447: 799–816.
2. Gingeras TR (2007) Origin of phenotypes: genes and transcripts. Genome
Res 17: 682–690.
3. Carninci P, Kasukawa T, Katayama S, Gough J, Frith MC, et al. (2005) The
transcriptional landscape of the mammalian genome. Science 309: 1559–
1563.
4. Kapranov P, Willingham AT, Gingeras TR (2007) Genome-wide tran-
scription and the implications for genomic organization. Nat Rev Genet 8:
413–423.
5. Prasanth KV, Spector DL (2007) Eukaryotic regulatory RNAs: an answer to
the ‘genome complexity’ conundrum. Genes Dev 21: 11–42.
6. Manak JR, Dike S, Sementchenko V, Kapranov P, Biemar F, et al. (2006)
Biological function of unannotated transcription during the early develop-
ment of Drosophila melanogaster. Nat Genet 38: 1151–1158.
7. Ashe HL, Monks J, Wijgerde M, Fraser P, Proudfoot NJ (1997) Intergenic
transcription and transinduction of the human beta-globin locus. Genes
Dev 11: 2494–2509.
8. Schmitt S, Prestel M, Paro R (2005) Intergenic transcription through a
polycomb group response element counteracts silencing. Genes Dev 19:
697–708.
9. Yazgan O, Krebs JE (2007) Noncoding but nonexpendable: transcriptional
regulation by large noncoding RNA in eukaryotes. Biochem Cell Biol 85:
484–496.
10. David L, Huber W, Granovskaia M, Toedling J, Palm CJ, et al. (2006) A high-
resolution map of transcription in the yeast genome. Proc Natl Acad Sci U
S A 103: 5320–5325.
11. Davis CA, Ares M Jr (2006) Accumulation of unstable promoter-associated
transcripts upon loss of the nuclear exosome subunit Rrp6p in Saccha-
romyces cerevisiae. Proc Natl Acad Sci U S A 103: 3262–3267.
12. Miura F, Kawaguchi N, Sese J, Toyoda A, Hattori M, et al. (2006) A large-
scale full-length cDNA analysis to explore the budding yeast transcriptome.
Proc Natl Acad Sci U S A 103: 17846–17851.
13. Nagalakshmi U, Wang Z, Waern K, Shou C, Raha D, et al. (2008) The
Transcriptional landscape of the yeast genome deﬁned by RNA sequencing.
Science 320: 1344–1349.
14. Samanta MP, Tongprasit W, Sethi H, Chin CS, Stolc V (2006) Global
identiﬁcation of noncoding RNAs in Saccharomyces cerevisiae by
modulating an essential RNA processing pathway. Proc Natl Acad Sci U S
A 103: 4192–4197.
15. Steinmetz EJ, Warren CL, Kuehner JN, Panbehi B, Ansari AZ, et al. (2006)
Genome-wide distribution of yeast RNA polymerase II and its control by
Sen1 helicase. Mol Cell 24: 735–746.
16. Bird AJ, Gordon M, Eide DJ, Winge DR (2006) Repression of ADH1 and
ADH3 during zinc deﬁciency by Zap1-induced intergenic RNA transcripts.
EMBO J 25: 5726–5734.
17. Martens JA, Laprade L, Winston F (2004) Intergenic transcription is
required to repress the Saccharomyces cerevisiae SER3 gene. Nature 429: 571–
574.
18. Uhler JP, Hertel C, Svejstrup JQ (2007) A role for noncoding transcription
in activation of the yeast PHO5 gene. Proc Natl Acad Sci U S A 104: 8011–
8016.
19. Camblong J, Iglesias N, Fickentscher C, Dieppois G, Stutz F (2007) Antisense
RNA stabilization induces transcriptional gene silencing via histone
deacetylation in S. cerevisiae. Cell 131: 706–717.
20. Hongay CF, Grisaﬁ PL, Galitski T, Fink GR (2006) Antisense transcription
controls cell fate in Saccharomyces cerevisiae. Cell 127: 735–745.
21. Bickel KS, Morris DR (2006) Role of the transcription activator Ste12p as a
repressor of PRY3 expression. Mol Cell Biol 26: 7901–7912.
22. Ono B, Futase T, Honda W, Yoshida R, Nakano K, et al. (2005) The
Saccharomyces cerevisiae ESU1 gene, which is responsible for enhancement of
termination suppression, corresponds to the 39-terminal half of GAL11.
Yeast 22: 895–906.
23. Kaplan CD, Laprade L, Winston F (2003) Transcription elongation factors
repress transcription initiation from cryptic sites. Science 301: 1096–1099.
24. Mason PB, Struhl K (2003) The FACT complex travels with elongating RNA
polymerase II and is important for the ﬁdelity of transcriptional initiation
in vivo. Mol Cell Biol 23: 8323–8333.
25. Belotserkovskaya R, Oh S, Bondarenko VA, Orphanides G, Studitsky VM, et
al. (2003) FACT facilitates transcription-dependent nucleosome alteration.
Science 301: 1090–1093.
26. Bortvin A, Winston F (1996) Evidence that Spt6p controls chromatin
structure by a direct interaction with histones. Science 272: 1473–1476.
27. Hartzog GA, Wada T, Handa H, Winston F (1998) Evidence that Spt4, Spt5,
and Spt6 control transcription elongation by RNA polymerase II in
Saccharomyces cerevisiae. Genes Dev 12: 357–369.
28. Carrozza MJ, Li B, Florens L, Suganuma T, Swanson SK, et al. (2005)
Histone H3 methylation by Set2 directs deacetylation of coding regions by
Rpd3S to suppress spurious intragenic transcription. Cell 123: 581–592.
29. Joshi AA, Struhl K (2005) Eaf3 chromodomain interaction with methylated
H3-K36 links histone deacetylation to Pol II elongation. Mol Cell 20: 971–
978.
30. Keogh MC, Kurdistani SK, Morris SA, Ahn SH, Podolny V, et al. (2005)
Cotranscriptional set2 methylation of histone H3 lysine 36 recruits a
repressive Rpd3 complex. Cell 123: 593–605.
31. Li B, Gogol M, Carey M, Pattenden SG, Seidel C, et al. (2007) Infrequently
transcribed long genes depend on the Set2/Rpd3S pathway for accurate
transcription. Genes Dev 21: 1422–1430.
32. Schwabish MA, Struhl K (2006) Asf1 mediates histone eviction and
deposition during elongation by RNA polymerase II. Mol Cell 22: 415–422.
33. Xiao T, Shibata Y, Rao B, Laribee RN, O’Rourke R, et al. (2007) The RNA
polymerase II kinase Ctk1 regulates positioning of a 59 histone methylation
boundary along genes. Mol Cell Biol 27: 721–731.
34. Chu Y, Simic R, Warner MH, Arndt KM, Prelich G (2007) Regulation of
histone modiﬁcation and cryptic transcription by the Bur1 and Paf1
complexes. EMBO J 26: 4646–4656.
35. Nourani A, Robert F, Winston F (2006) Evidence that Spt2/Sin1, an HMG-
like factor, plays roles in transcription elongation, chromatin structure,
and genome stability in Saccharomyces cerevisiae. Mol Cell Biol 26: 1496–1509.
36. Prather D, Krogan NJ, Emili A, Greenblatt JF, Winston F (2005)
Identiﬁcation and characterization of Elf1, a conserved transcription
elongation factor in Saccharomyces cerevisiae. Mol Cell Biol 25: 10122–10135.
37. Wyers F, Rougemaille M, Badis G, Rousselle JC, Dufour ME, et al. (2005)
Cryptic pol II transcripts are degraded by a nuclear quality control pathway
involving a new poly(A) polymerase. Cell 121: 725–737.
38. Hyland EM, Cosgrove MS, Molina H, Wang D, Pandey A, et al. (2005)
Insights into the role of histone H3 and histone H4 core modiﬁable
residues in Saccharomyces cerevisiae. Mol Cell Biol 25: 10060–10070.
PLoS Biology | www.plosbiology.org November 2008 | Volume 6 | Issue 11 | e277 2561
Cryptic Transcripts in S. cerevisiae39. Masumoto H, Hawke D, Kobayashi R, Verreault A (2005) A role for cell-
cycle-regulated histone H3 lysine 56 acetylation in the DNA damage
response. Nature 436: 294–298.
40. Ozdemir A, Spicuglia S, Lasonder E, Vermeulen M, Campsteijn C, et al.
(2005) Characterization of lysine 56 of histone H3 as an acetylation site in
Saccharomyces cerevisiae. J Biol Chem 280: 25949–25952.
41. Xu F, Zhang K, Grunstein M (2005) Acetylation in histone H3 globular
domain regulates gene expression in yeast. Cell 121: 375–385.
42. Xu F, Zhang Q, Zhang K, Xie W, Grunstein M (2007) Sir2 deacetylates
histone H3 lysine 56 to regulate telomeric heterochromatin structure in
yeast. Mol Cell 27: 890–900.
43. Driscoll R, Hudson A, Jackson SP (2007) Yeast Rtt109 promotes genome
stability by acetylating histone H3 on lysine 56. Science 315: 649–652.
44. Han J, Zhou H, Horazdovsky B, Zhang K, Xu RM, et al. (2007) Rtt109
acetylates histone H3 lysine 56 and functions in DNA replication. Science
315: 653–655.
45. Schneider J, Bajwa P, Johnson FC, Bhaumik SR, Shilatifard A (2006) Rtt109
is required for proper H3K56 acetylation: a chromatin mark associated
with the elongating RNA polymerase II. J Biol Chem 281: 37270–37274.
46. Tsubota T, Berndsen CE, Erkmann JA, Smith CL, Yang L, et al. (2007)
Histone H3-K56 acetylation is catalyzed by histone chaperone-dependent
complexes. Mol Cell 25: 703–712.
47. Youdell ML, Kizer KO, Kisseleva-Romanova E, Fuchs SM, Duro E, et al.
(2008) Roles for Ctk1 and Spt6 in regulating the different methylation
states of Histone H3 lysine 36. Mol Cell Biol 28: 4915–4926.
48. Chu Y, Sutton A, Sternglanz R, Prelich G (2006) The BUR1 cyclin-
dependent protein kinase is required for the normal pattern of histone
methylation by SET2. Mol Cell Biol 26: 3029–3038.
49. Strahl BD, Grant PA, Briggs SD, Sun ZW, Bone JR, et al. (2002) Set2 is a
nucleosomal histone H3-selective methyltransferase that mediates tran-
scriptional repression. Mol Cell Biol 22: 1298–1306.
50. Holstege FC, Jennings EG, Wyrick JJ, Lee TI, Hengartner CJ, et al. (1998)
Dissecting the regulatory circuitry of a eukaryotic genome. Cell 95: 717–
728.
51. Basehoar AD, Zanton SJ, Pugh BF (2004) Identiﬁcation and distinct
regulation of yeast TATA box-containing genes. Cell 116: 699–709.
52. Blake WJ, Kaern M, Cantor CR, Collins JJ (2003) Noise in eukaryotic gene
expression. Nature 422: 633–637.
53. Landry CR, Lemos B, Rifkin SA, Dickinson WJ, Hartl DL (2007) Genetic
properties inﬂuencing the evolvability of gene expression. Science 317:
118–121.
54. Newman JR, Ghaemmaghami S, Ihmels J, Breslow DK, Noble M, et al. (2006)
Single-cell proteomic analysis of S. cerevisiae reveals the architecture of
biological noise. Nature 441: 840–846.
55. Raser JM, O’Shea EK (2004) Control of stochasticity in eukaryotic gene
expression. Science 304: 1811–1814.
56. Tirosh I, Weinberger A, Carmi M, Barkai N (2006) A genetic signature of
interspecies variations in gene expression. Nat Genet 38: 830–834.
57. Yean D, Gralla JD (1999) Transcription reinitiation rate: a potential role for
TATA box stabilization of the TFIID:TFIIA:DNA complex. Nucleic Acids
Res 27: 831–838.
58. Ghaemmaghami S, Huh WK, Bower K, Howson RW, Belle A, et al. (2003)
Global analysis of protein expression in yeast. Nature 425: 737–741.
59. Hinnebusch AG (1984) Evidence for translational regulation of the
activator of general amino acid control in yeast. Proc Natl Acad Sci U S
A 81: 6442–6446.
60. Thireos G, Penn MD, Greer H (1984) 59 untranslated sequences are
required for the translational control of a yeast regulatory gene. Proc Natl
Acad Sci U S A 81: 5096–5100.
61. Tzamarias D, Roussou I, Thireos G (1989) Coupling of GCN4 mRNA
translational activation with decreased rates of polypeptide chain
initiation. Cell 57: 947–954.
62. Engelberg D, Klein C, Martinetto H, Struhl K, Karin M (1994) The UV
response involving the Ras signaling pathway and AP-1 transcription
factors is conserved between yeast and mammals. Cell 77: 381–390.
63. Beltzer JP, Morris SR, Kohlhaw GB (1988) Yeast LEU4 encodes mitochon-
drial and nonmitochondrial forms of alpha-isopropylmalate synthase. J
Biol Chem 263: 368–374.
64. Boguta M, Hunter LA, Shen WC, Gillman EC, Martin NC, et al. (1994)
Subcellular locations of MOD5 proteins: mapping of sequences sufﬁcient
for targeting to mitochondria and demonstration that mitochondrial and
nuclear isoforms commingle in the cytosol. Mol Cell Biol 14: 2298–2306.
65. Carlson M, Botstein D (1982) Two differentially regulated mRNAs with
different 59 ends encode secreted with intracellular forms of yeast
invertase. Cell 28: 145–154.
66. Gammie AE, Stewart BG, Scott CF, Rose MD (1999) The two forms of
karyogamy transcription factor Kar4p are regulated by differential
initiation of transcription, translation, and protein turnover. Mol Cell Biol
19: 817–825.
67. Davuluri RV, Suzuki Y, Sugano S, Plass C, Huang TH (2008) The functional
consequences of alternative promoter use in mammalian genomes. Trends
Genet 24: 167–177.
68. Law GL, Bickel KS, MacKay VL, Morris DR (2005) The undertranslated
transcriptome reveals widespread translational silencing by alternative 59
transcript leaders. Genome Biol 6: R111.
69. Liebman SW, Sherman F (1979) Extrachromosomal psiþ determinant
suppresses nonsense mutations in yeast. J Bacteriol 139: 1068–1071.
70. True HL, Berlin I, Lindquist SL (2004) Epigenetic regulation of translation
reveals hidden genetic variation to produce complex traits. Nature 431:
184–187.
71. True HL, Lindquist SL (2000) A yeast prion provides a mechanism for
genetic variation and phenotypic diversity. Nature 407: 477–483.
72. Thompson DM, Parker R (2007) Cytoplasmic decay of intergenic tran-
scripts in Saccharomyces cerevisiae. Mol Cell Biol 27: 92–101.
73. Struhl K (2007) Transcriptional noise and the ﬁdelity of initiation by RNA
polymerase II. Nat Struct Mol Biol 14: 103–105.
74. Winston F, Dollard C, Ricupero-Hovasse SL (1995) Construction of a set of
convenient Saccharomyces cerevisiae strains that are isogenic to S288C. Yeast
11: 53–55.
75. Rose M, Winston F, Hieter P (1990) Methods in yeast genetics: a laboratory
course manual. Cold Spring Harbor, NY: Cold Spring Harbor Laboratory
Press. 198 p.
76. Malone EA, Clark CD, Chiang A, Winston F (1991) Mutations in SPT16/
CDC68 suppress cis- and trans-acting mutations that affect promoter
function in Saccharomyces cerevisiae. Mol Cell Biol 11: 5710–5717.
77. Hirschhorn JN, Brown SA, Clark CD, Winston F (1992) Evidence that SNF2/
SWI2 and SNF5 activate transcription in yeast by altering chromatin
structure. Genes Dev 6: 2288–2298.
78. Dobi KC, Winston F (2007) Analysis of transcriptional activation at a
distance in Saccharomyces cerevisiae. Mol Cell Biol 27: 5575–8556.
79. Swanson MS, Winston F (1992) SPT4, SPT5 and SPT6 interactions: effects
on transcription and viability in Saccharomyces cerevisiae. Genetics 132: 325–
336.
80. Kataoka T, Powers S, McGill C, Fasano O, Strathern J, et al. (1984) Genetic
analysis of yeast RAS1 and RAS2 genes. Cell 37: 437–445.
81. Tong AH, Boone C (2007) High-throughput strain construction and
systematic synthetic lethal screening in Saccharomyces cerevisiae. In: Stansﬁeld
I, Stark M, editors. Yeast gene analysis. 2nd edition. New York: Elsevier. pp.
369–386.
82. Giaever G, Chu AM, Ni L, Connelly C, Riles L, et al. (2002) Functional
proﬁling of the Saccharomyces cerevisiae genome. Nature 418: 387–391.
83. Brachmann CB, Davies A, Cost GJ, Caputo E, Li J, et al. (1998) Designer
deletion strains derived from Saccharomyces cerevisiae S288C: a useful set of
strains and plasmids for PCR-mediated gene disruption and other
applications. Yeast 14: 115–132.
84. Christianson TW, Sikorski RS, Dante M, Shero JH, Hieter P (1992)
Multifunctional yeast high-copy-number shuttle vectors. Gene 110: 119–
122.
85. Lundblad V, Hartzog G, Moqtaderi Z (2001) Manipulation of cloned yeast
DNA. Curr Protoc Mol Biol Chapter 13: Unit13.10.
86. Huisman O, Raymond W, Froehlich KU, Errada P, Kleckner N, et al. (1987)
A Tn10-lacZ-kanR-URA3 gene fusion transposon for insertion mutagenesis
and fusion analysis of yeast and bacterial genes. Genetics 116: 191–199.
87. Rose M, Winston F (1984) Identiﬁcation of a Ty insertion within the coding
sequence of the S. cerevisiae URA3 gene. Mol Gen Genet 193: 557–560.
88. Sikorski RS, Hieter P (1989) A system of shuttle vectors and yeast host
strains designed for efﬁcient manipulation of DNA in Saccharomyces
cerevisiae. Genetics 122: 19–27.
89. Duina AA, Winston F (2004) Analysis of a mutant histone H3 that perturbs
the association of Swi/Snf with chromatin. Mol Cell Biol 24: 561–572.
90. Longtine MS, McKenzie A 3rd, Demarini DJ, Shah NG, Wach A, et al. (1998)
Additional modules for versatile and economical PCR-based gene deletion
and modiﬁcation in Saccharomyces cerevisiae. Yeast 14: 953–961.
91. Storici F, Lewis LK, Resnick MA (2001) In vivo site-directed mutagenesis
using oligonucleotides. Nat Biotechnol 19: 773–776.
92. Tong AH, Evangelista M, Parsons AB, Xu H, Bader GD, et al. (2001)
Systematic genetic analysis with ordered arrays of yeast deletion mutants.
Science 294: 2364–2368.
93. Rose MD, Novick P, Thomas JH, Botstein D, Fink GR (1987) A Saccharomyces
cerevisiae genomic plasmid bank based on a centromere-containing shuttle
vector. Gene 60: 237–243.
94. Grigull J, Mnaimneh S, Pootoolal J, Robinson MD, Hughes TR (2004)
Genome-wide analysis of mRNA stability using transcription inhibitors and
microarrays reveals posttranscriptional control of ribosome biogenesis
factors. Mol Cell Biol 24: 5534–5547.
95. Zhang W, Morris QD, Chang R, Shai O, Bakowski MA, et al. (2004) The
functional landscape of mouse gene expression. J Biol 3: 21.
96. Collart MA, Oliviero S (2001) Preparation of yeast RNA. Curr Protoc Mol
Biol Chapter 13: Unit13.12.
97. Itzhaki Z, Akiva E, Altuvia Y, Margalit H (2006) Evolutionary conservation
of domain-domain interactions. Genome Biol 7: R125.
98. Huber W, von Heydebreck A, Sultmann H, Poustka A, Vingron M (2002)
Variance stabilization applied to microarray data calibration and to the
quantiﬁcation of differential expression. Bioinformatics 18: S96–104.
PLoS Biology | www.plosbiology.org November 2008 | Volume 6 | Issue 11 | e277 2562
Cryptic Transcripts in S. cerevisiae